Abstract: Quercetin is a promising food component, which can prevent lifestyle related diseases. To understand the dietary intake of quercetin in the subjects of a population-based cohort study and in the Japanese population, we first determined the quercetin content in foods available in the market during June and July in or near a town in Hokkaido, Japan. Red leaf lettuce, asparagus, and onions contained high amounts of quercetin derivatives. We then estimated the daily quercetin intake by 570 residents aged 20-92 years old in the town using a food frequency questionnaire (FFQ). The average and median quercetin intakes were 16.2 and 15.5 mg day −1 , respectively. The quercetin intakes by men were lower than those by women; the quercetin intakes showed a low correlation with age in both men and women. The estimated quercetin intake was similar during summer
Introduction
Epidemiological studies have suggested that flavonoids, including quercetin, have a protective effect against cardiovascular diseases, cancers, and other chronic diseases [1] [2] [3] [4] [5] [6] [7] . Quercetin is a flavonol that is ubiquitously found in vegetables, fruits, and tea, as the glycosides [6, 8] . The antioxidant activity [9] [10] [11] , the anti-inflammatory effect [12] , and/or other molecular mechanisms may prevent lifestyle-related diseases. Our previous study showed that a diet containing quercetin alleviated streptozotocin-induced diabetic symptoms in mice [13] . Quercetin was suggested to recover functions in both the liver and pancreas through oxidative stress reduction and the blockade of cyclin-dependent kinase inhibitor p21(WAF1/Cip1) (Cdkn1a) expression. Moreover, the consumption of a quercetin-rich diet alleviated obesity, hyperglycemia, hyperinsulinemia, and dyslipidemia in C57BL/6J mice that were fed a Western diet that was rich in fat, cholesterol, and sucrose [14] . Quercetin decreased oxidative stress and reducing peroxisome proliferator-activated receptor α expression that subsequently reduced the expression of genes related to steatosis in the liver. Recently, Dong et al. reported that quercetin suggested to suppress obesity-associated macrophage infiltration and inflammation through the adenosine monophosphate-activated protein kinase α1/silent information regulator 1 pathway in mice fed a high-fat diet [15] .
Quercetin glycosides are mostly hydrolyzed and absorbed from the small or large intestines [6, 8] . The physiological functions utilize the conjugated metabolites of quercetin in the plasma or other tissues, or the deconjugated aglycone in the specific tissues [8, 16, 17] . The intake of quercetin from dietary sources or supplements increases the plasma quercetin concentration [6] . Cao et al. reported that the mean intake over seven days of five flavonoids, including quercetin, was positively correlated to their corresponding plasma concentrations [18] . Ioku et al. showed that the quercetin glucoside content in onions did not decrease after frying or microwave heating [19] . Quercetin-4'-glucoside in onions was shown to transfer to the water during boiling without decomposition [19] . Thus, it is likely that the daily intake of food rich in quercetin increases the bioavailability of quercetin and contributes to the prevention of lifestyle-related diseases.
Sapporo Medical University has conducted a longitudinal population-based cohort study in the Tanno and Sobetsu area in Hokkaido. In the Tanno and Sobetsu study, central obesity assessed by waist circumference is shown to be useful for assessing the risk of type 2 diabetes [20] . Moreover, parental hypertension is shown to have an age-independent impact on the elevation of blood pressure, plasma glucose, and triglyceride levels, which may underlie the increase in cardiovascular events due to family history of hypertension [21] . Precise estimation of quercetin intake by subjects in the cohort study will help elucidate the relationship between quercetin intake and health indexes or risks of lifestyle related diseases. Sobetsu town is in an agricultural region and the major industry is fruit growing such as apples and cherries. The quercetin content of plant foods differs depending on the cultivars or cultivation conditions [22, 23] . Therefore, in this study, to make a precise estimate of quercetin intake in the local residents, we first determined the quercetin content of the foods available in the markets in the Sobetsu area; we then estimated the daily quercetin intake by the residents in the Sobetsu town using a food frequency questionnaire (FFQ).
Experimental Section

Materials
One to three bags or bunches (approximately 0.2-1 kg bag −1 or bunch) of commonly eaten vegetables and fruits were obtained from three major farmer's markets and the representative supermarket in the Sobetsu area (Sobetsu town, Toya town and Date city) during June, July, and December in 2013. Different bags or bunches of the same food were produced by the different farms. Autumn-planted onions grown on the main island and spring-planted onions grown in Hokkaido were available during summer and winter, respectively. Therefore, we determined the quercetin contents of onions and other vegetables and fruits commonly eaten in winter. The fruits and vegetables, except onions obtained in July, red leaf lettuce obtained in July, asupara-ra, and Chinese cabbage, were grown in the Sobetsu area. The edible parts, which were defined in the "Standard Tables of Food Composition in Japan (Fifth revised and enlarged editions)," in a bag or bunch were combined and reduced by sample division. Approximately 100-200 g of each food sample was frozen with liquid nitrogen, lyophilized, powdered in a grinder, and stored at −30 °C until the analysis. Approximately 150 g and 250 g of asparagus were cooked by boiling before the lyophilization respectively. Onions (200 g × 2) and green peppers (100 g × 2) were cooked by stirring before the lyophilization respectively. Green tea (200 g) and dried buckwheat noodles (400 g) were obtained from the representative supermarket in the Sobetsu area. Four grams of green tea leaves were infused twice with 100 mL of 80 °C water for 1 min. The green tea infusion was lyophilized, powdered, and then stored at −30 °C until the analysis. The dried buckwheat noodles were cooked by boiling before the lyophilization.
Determination of Quercetin Content
The quercetin content of each food sample was quantified by a high-performance liquid chromatography (HPLC) using the validated method of Watanabe et al. [24] . Briefly, quercetin aglycone was extracted from 200 mg of a freeze-dried food sample by hydrolysis with 12 mL of HCl solution (ethanol/water/HCl, 50:20:8, v/v/v) at 90 °C for 60 min, while shaking the sample solutions every 15 min. Five mL of green tea infusion was hydrolyzed with 12.5 mL of ethanol and 2 mL of HCl at 90 °C for 60 min. Each extract of vegetables, fruits, and tea was increased to 25 mL with methanol. Fifteen mL of each sample was filtered through a 0.45 μm polyvinylidene fluoride (PVDF) membrane filter prior to the HPLC analysis.
A Shimadzu HPLC Prominence that contained a degasser (DGU-20A3), binary pump (LC-20AB), auto-sampler (SIL-20AC), column oven (CTO-20A), and photodiode array detector (SPD-M20A) was used as the HPLC system. Ten microliter of each hydrolyzed food sample was applied to the HPLC column (Prodigy ODS (3), 5 µm, 100 A, 4.6 × 250 mm (Phenomenex, Torrance, CA, USA; Part No.00G-4097-E0)) and eluted with methanol/0.85% phosphoric acid (1:1, v/v) at a flow rate of 1.0 mL min −1 at 35 °C. The spectra were recorded from 200 nm to 500 nm, and quercetin was measured at 370 nm. All food samples were determined in triplicate. Quercetin content of foods are shown in Table 1 . The quercetin content of cooked asparagus by boiling was 23.1 mg (100 g) −1 fresh weight. The quercetin contents of sautéed onions and green peppers were 7.7 and 7.5 mg per 100g fresh weight, respectively. The quercetin contents were slightly decreased by stir-frying. Among the foods we evaluated, spring-planted onions obtained in winter showed the highest quercetin content. The quercetin contents were less than the detection limit (0.07 mg g −1 of dry weight) in green and red shiso (Perilla frutescens), eggplants, welsh onions, cabbages, spinach, potatoes, buckwheat noodles, garland chrysanthemum, and Chinese cabbages.
Diet Survey
Sapporo Medical University has been conducting a cohort study called "The Tanno-Sobetsu study" since 1977. In the Tanno-Sobetsu Study, residents of two towns, Tanno and Sobetsu, in Hokkaido, Japan were recruited for annual medical examinations, including standard blood and urine tests. We recruited the study participants in the cohort of Sobetsu town. Sobetsu town is a rural area located in the island of "Hokkaido" in the north of Japan. Most participants in this cohort were middle-aged and elderly people and their life-style, obesity prevalence, blood pressure, blood glucose and lipid levels were similar to those in the results of national survey in Japan. Therefore, this cohort is considered to represent general Japanese population. Two-day weighed food records (weight, servings, and portion size of food intake) were completed by eight volunteer housewives in July 2013. The FFQ, which asked about the frequency and portion size for 15 food items (onion, spinach, broccoli, potato, green pepper, asparagus, tomato, cherry tomato, cabbage, eggplant, red leaf lettuce, shiso (Perilla frutescens), cherry, buckwheat noodles, and green tea) was recorded by 570 residents aged 20-93 years; trained dieticians checked the information through interviews during July-August 2013. A FFQ which asked about the frequency and portion size for 14 food items (onion, spinach, broccoli, potato, green pepper, asparagus, tomato, cherry tomato, Chinese cabbage, garland chrysanthemum, red leaf lettuce, apples, buckwheat noodles, and green tea) was recorded by 60 residents aged 41-91 years; trained dieticians checked the responses through interviews in December 2013 in the same manner. The subjects were informed of the objective of the study and agreed to participate. The study design was approved by the Ethical Committee in Sapporo Medical University.
The intake of quercetin was estimated by the calculations of the food intakes and the quercetin content. 
Statistical Analysis
The statistical analyses were performed using GraphPad Prism 5 for Windows Ver. 5.04 (GraphPad Software, San Diego, CA, USA). The significance of the differences between groups was determined by the Mann-Whitney U test. We applied square root transformation to the daily quercetin intakes, which did not have a normal distribution, before assessing the correlation between quercetin intake and age. The association was established by the Pearson rank correlation test. A p value of <0.05 was considered statistically significant.
Results
Estimated Dietary Quercetin Intakes by Female Volunteers Using Two-Day Weighted Food Record
Two-day weighed food records were completed by eight volunteer housewives in Sobetsu town in Hokkaido in July 2013. Quercetin intake was estimated using the quercetin contents of foods obtained during June and July 2013. The estimated quercetin and vegetable intakes of each subject are shown in Figure 1a . The estimated daily vegetable intakes and quercetin intakes were 187-573 g day −1 and 12.6-49.9 mg day −1 , respectively. The daily intake of quercetin was higher in subjects who consumed a large amount of vegetables. The average intake of vegetables and quercetin was 381 g day −1 and 21.5 mg day −1 , respectively. The major sources of quercetin were onions, asparagus, green peppers, green tea, and tomatoes (Figure 1b) . 
Estimated Daily Quercetin Intakes of Residents by FFQ
The FFQ, which asked about the frequency and portion size of 15 commonly-eaten and quercetin-rich foods, was then completed by 570 residents of Sobetsu during July and August 2013. The subjects were 210 men and 360 women, aged 20-93 years. The average age was 65 years old. Quercetin intake was then estimated using the quercetin content of food obtained in June and July 2013. b Figure 2a shows a frequency distribution chart of quercetin intake by the 570 residents. The estimated quercetin intake ranged from 0.5 to 56.8 mg day −1 . The average and the median quercetin intakes were 16.2 mg day −1 and 15.5 mg day −1 , respectively. Green tea was the main dietary source of quercetin, followed by onions, asparagus, tomatoes, and green peppers (Figure 3a) . The average and median quercetin intakes by men and women were 13.8 and 12.0 mg day −1 , and 18.3 and 17.2 mg day −1 , respectively. The daily quercetin intake by women was significantly higher than the intake by men (p < 0.001) (Figure 2b ). The coefficients of correlation between quercetin intake and age were 0.242 and 0.292 for men and women, respectively (Figure 2b ). Quercetin intake showed low correlations (p < 0.0001) with age for both men and women (Figure 2c 
Discussion
In this study, onions and green tea were shown to be major sources of quercetin intake both in summer and in winter. The quercetin contents of the edible part of onions in Japan were 10-50 mg 100 g −1 fresh weight. Onions grown in Hokkaido had been reported to contain 30-50 mg quercetin (100 g) −1 fresh weight [25] . The principal cultivar "Kita momiji 2000" contained approximately 40 mg quercetin (100 g) −1 [24] . From autumn to spring, the onions grown in the major production area of Hokkaido were eaten throughout Japan. On the other hand, the quercetin content of the green tea infusion was less than that of onions. In our study, the green tea infusion contained 2.1 mg quercetin 100 mL −1 , whereas it had been previously reported to contain 0.11 mg or 4.23 mg quercetin 100 g −1 [26, 27] . Because onion and green tea are the most common vegetable and beverage, they appear to be the major food sources of quercetin in Japan. Epidemiological studies showed that moderate wine consumption reduced the risk of cardiovascular diseases [28] . Consumption of wine rich in polyphenols is expected to have health benefits [29] . Yoo et al. reported the positive correlation for quercetin concentration (0.1-1 mg L −1 ) with total phenols and antioxidant activity in red wines [30] . However, the result of our survey on alcohol drinking showed Female that about 3% and 6% of men and women were habitual wine drinkers, respectively. Wine consumption probably does not contribute to daily quercetin intake in this cohort. A significant amount of quercetin was consumed from vegetables, such as asparagus, green pepper, tomato, and red leaf lettuce during summer. The results of the two-day weighted food record by eight volunteers also showed that asparagus, green peppers, tomatoes, and red leaf lettuce are also major food sources of quercetin. We showed that cooked asparagus and green pepper maintained a substantial concentration of quercetin. These vegetables, which are in season during summer, contributed more to quercetin intake in summer than that in winter.
Although the contribution percentages for different foods varied, the estimated daily quercetin intake by residents in summer we comparable to that in winter. The results of the FFQ by 570 subjects showed that the estimated quercetin intakes by men were lower than those by women. The daily quercetin intakes by the subjects showed a low correlation with age in both men and women. On the other hand, the quercetin intakes by men and women were not significantly different and the daily quercetin intakes were not correlated with age in winter. This difference may have occurred because there were fewer subjects in the survey during winter.
There have been several reports on the estimated daily quercetin intake by Japanese women but not by men [26, 27, 31] . The simple FFQ, which asked about the frequency and portion size of 15 commonly-eaten and quercetin-rich food items, enabled estimation of the quercetin intake by men and women, including older people. Although the quercetin content of plant foods differs depending on the cultivars or cultivation conditions, quercetin intakes were estimated using a database established in other country or other period in other epidemiological studies on quercetin and risks of lifestyle-related diseases [1] [2] [3] [4] [5] [6] [7] . In this study we precisely estimated the quercetin intake by subjects in a cohort study and found that partial correlation analysis adjusted for age showed that quercetin intake was negatively correlated with diastolic blood pressure (rpar = −0.145, p = 0.008). Edwards et al. showed that supplementation with 730 mg quercetin day −1 for 28 days reduced systolic and diastolic blood pressure in stage 1 hypertensive patients [32] . Egert et al. showed that supplementation of quercetin reduced systolic blood pressure in overweight-obese carriers of the apo ε3/ε3 genotype [33] . Quercetin intake may contribute in decreasing the levels of blood pressure. Arai et al. showed that after adjustment for age, body mass index, and total energy intake, the quercetin intake was inversely correlated with the plasma total cholesterol and LDL cholesterol concentrations in Japanese women [26] . Although the cross-sectional analysis did not show any other significant correlation, further prospective study will be able to elucidate the causal association between quercetin intake and health indexes or risks of lifestyle related diseases. The antioxidant activity is thought to be a prevention mechanism of lifestyle-related diseases. Although Edward et al. did not find the effect of supplemented quercetin on oxidative stress indices in hypertensive subjects [32] , Egert et al. reported that the supplementation of quercetin at a dose of 150 mg day −1 for 6 weeks reduced the oxidized LDL concentration in overweight subjects [34] .
Terao et al. recently showed that plasma quercetin metabolites detected after combined intake of sautéed onion and tofu were different from those detected after the intake of sautéed onion in healthy volunteers [35] . The antioxidant effect of quercetin depends on the matrix that is it found in the intake of other foods and other factors. Evaluation of the antioxidant effect of the quercetin-rich foods and the foods in diet may help to elucidate the preventive effect of quercetin on lifestyle-related diseases. [31] . Our results are similar to the results of these previous studies conducted 10-20 years ago.
Conclusions
In conclusion, we have estimated daily quercetin intake by residents, who are the subjects of the longitudinal cohort study, in a town in Hokkaido. The average and median daily quercetin intake using FFQ was 16.2 and 15.5 mg day −1 , respectively, during summer. The results were similar to the estimated quercetin intake by Japanese women in the previous studies. The quercetin intake by men was lower than that by women. The quercetin intakes showed a low correlation with age in both men and women. The daily intake of quercetin, which was mainly provided by onions and green tea, was comparable in summer and in winter. Summer vegetables, such as asparagus, green pepper, tomatoes, and red leaf lettuce, were also good sources of quercetin, which is a promising food component for the prevention of lifestyle-related diseases. Further prospective study will probably be able to elucidate the causal association between quercetin intake and health indexes or risks of lifestyle-related diseases.
